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Field 

our  n*  tin.  period  no  routine  aampi  „e  done  The  only 
collection  trip.  UN  ft,  sea  water  and  tldei.nd  mud  for  the  media 


I*b 

Further  studies  were  made  n a better  meth.  cl  t\  r aerafnc  the 
20>llter  bottles . 

— ;f:— : lB  a <llr,ct  ».r.t  on  by  bubbling  air  lot  the  medoe 
fr«  The  tny  bubble.  r>.„e  t„  .be  eurf.ee  f„  . the 

gl“*  mt,r  ortv,<1  “*>  *Uturblng  and  number.  of  Oonyaula*  d'ed, 

Bsthod  ^ t.  th.  same  d rent  method  but  protest  n*  tha  volume 
■ t ta*  media  by  a glasa  rlcev.  over  the  aerat'er,  tube  Thle  proved  .or. 
satisfactory  Although  thl.  meth.d  give,  a, .re  a.tl  .fact- ry  reaulte.  the 
Ur*er  bottlss  st  11  d.  not  e lual  the  test  tuhe  cultures 


ii 

I 


Having  a c nstanu  wate**  bath  temperature  12*  - 1C  c and  a 
constant  Herat  on.  as  Heth- d 5.  the  next  step  is  the  standard  wu,  cf  the 
media,  such  au  an  urt  d’ lcjal 


sea  water  media 
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Sxtraotlon  methods 

With  snail  vcluaos  the  routine  has  >>een  X wethd — centrifuge 
culture,  decant  the  aedla,  add  e >ual  volume  of  0.**  HCl,  boil  for  10  minutes. 
All  the  teet  tube  cultures  are  tested  n th  a manner 

When  larger  volumes  were  used  it  was  necessary  t find  a rap>d 
method  of  o moentrat i ng  the  Oonyaulax  The  following  methods  were  tried: 

0 Solntered  glass  plate,  flltret* cn--too  slow  and  plate 
eaa'ly  clogged 

"T  Cellte  nolumn,  washed  w th  d’ stilled  H^o,  culture  filtered 
by  vacuum.  The  Cwlltie  and  Oonyaulax  extracted  by  boiling  10  minutes  w th 
50J*  Ithan'-l  * 1 m/i  ’ ter  cf  c''nc  KC1. 

Two  other  moth<  do  have  been  tried  n the  attempt  t«.  find  a 
better  extract  on  meth-d . 

When  the  oulture  wen  put  through  alr-dr’ ven  Snarples  at  50,000  rpn 
at  the  rate  of  100-200  ml/tot  mite,  the  procedure  wee  very  easy  but  the  lose 
In  poleon  when  eorap’ng  the  Sharpies  b<wl  was  great. 

The  extraction  of  large  volumes  was  best  effected  by  vacuum 
fUtret  on  through  e lc.rge  surfeoe,  iimell  volume  of  Cellte  Ho.  51<»  filter. 

The  poison  is  thsn  eluted  without  vacuum  wHh  50 f sold  fled  ethanol  ee  e 
uert  or  the  first  orange -colored  fraction.  For  example,  Experiment  Ho  «>  > 
the  Oonyaulax  were  filtered  out  by  the  preceding  method  The  poison 
’a  thsn  slutsd  with  50^  add  ethanol  n the  orange -eolored  fractun. 
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Eluate*  * • 1 range  n gaent  2 >9  ml  23  Nu/kl 

He.  «*  yell  w TOC  ®i  <1C  Nu/xl 

. 3 green  ICO  ml  <TO  Hu^j 

S,  - p ^ O • • -K*  • V •: 

Nc  b green  1CJO  ml  <10  Mu/fel 

o '*  (. 

The  wnSrv'ty  f the  p«  • n c r»es  at  in  the  f rot  sluater  tut 
In  ' rder  to  he  sure  f tnie  fl  the  heat  moth  d t :i  tu  he  run  :n  parallel 
with  the  direct  method  x 

The  teat  tube  ou)turea  n the  smell  tark  sh  wed  a high  •.  f 
I'd  .200  d n- flagellates  per  el  in  mod  a Nc  6,  wh.le  the  beat  pc  son  <r 

0 55  »l/*u  was  produced  by  J,}7C  a nyaulex  fra  n use  un't.  in  February 
the  b'  tt  a >t  the  snail  tank  rusted  cut  and  was  sent  out  for  repairs 
•■all  flasks  were  used  n the  large  tank, 

During  the  per  od  the  best  growth  in  the  large  b ttles  was 
w’th  «ed  a Nc  ; - 7 #900  0 nyaulax  per  ml  The  beet  pce  n was 

1 6 al/ku  cr  5.907  Ocnyaulax  t'  make  a u use  un  t 
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